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nuclear entry of the core subunits XPB and XPD depends on
their mutual interaction in the cytoplasm in the early embryo
and this interaction is required for the onset of transcription.
doi:10.1016/j.ydbio.2007.03.235
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VegT is the most important determinant of the endo-
mesoderm in early frog development. For this reason we cloned
orthologues from Pipa pipa, Colostethus machalilla, Gas-
trotheca riobambae, and the urodelean Ambystoma mexicanum
and compared them with the orthologues from Xenopus laevis,
Eleutherodactylus coqui and Rana pipiens. We have identified
functionally conserved sequences within this transcription
factor by examining the amphibian VegT orthologues against
zebrafish (Tbx16 or spadetail) and chicken orthologues (Ch-
Tbx6L). The comparison revealed a totally conserved 17-
nucleotide sequence near the 3′ end of the anuran open reading
frame; the urodele sequence has one nucleotide difference. To
test whether this conserved sequence is functionally significant
for the transcriptional activity of VegT, we designed two
truncated messages that included the 17 nucleotides conserved
sequence and that were also missing 27 or 49 amino acids of the
C-terminal end. Transcriptional activity was tested by plasmid
in vitro RNA synthesis, animal cap assays, and the rescue of
depleted embryos. These truncated messages have a signifi-
cantly reduced transcriptional activity, suggesting that the 17 nts
are partially required for this function. It may be that the con-
served sequence interacts with the cytoskeleton or is a target for
regulation by microRNAs. The specific function of the highly
conserved 17 nts, however, remains unknown.
doi:10.1016/j.ydbio.2007.03.236
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We developed a polyclonal antibody against Xenopus Lim1,
and stained embryos in whole mount, to determine whether the
dorsal lip of the blastopore is molecularly equivalent in the
marsupial frog Gastrotheca riobambae, the dendrobatid frog
Colostethus machalilla, and the leiuperid frogs Engystomops
randi and Engystomops coloradorum. Developmental pro-
cesses are retarded in G. riobambae and in C. machalilla;
whereas in E. randi and E. coloradorum the rate of development
is similar with that of Xenopus laevis. In embryos of X. laevis,
this antibody recognized the Lim1 protein as a LIM home-
odomain protein expressed in the dorsal blastopore lip of the
gastrula, and at later stages, in the notochord, in specific neural
cells, and in the pronephros. This protein expression pattern is
similar with mRNA localization of the Xlim1 gene. Surprisingly
during gastrulation we encountered differences in the time and
pattern of Lim1 expression. In the embryos of all species, how-
ever, Lim1 marks the presumptive dorsal side, as in X. laevis. At
later stages of development, the expression of Lim1 was highly
conserved in the notochord, neural cells, and pronephros. The
different timing of Lim1 expression suggests that these frogs
have evolved their own gastrulation processes by modifying
gene expression patterns. This is the first molecular comparison
of gene expression in the dorsal blastopore lip of frog embryos.
doi:10.1016/j.ydbio.2007.03.237
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We ablated the function of the LIM-homeobox transcription
factors Lhx2, Lhx9 and Lmx1b by Cre-mediated deletion of
their obligatory cofactor Ldb1 in posterior mesoderm-derived
cells of the developing limbs. While both forelimb and hindlimb
development was affected, more severe phenotypes affecting all
three limb axes were observed in the developing hindlimbs.
There was normal expression of Fgf10 in the limb mesoderm
and Fgf8 in the apical ectodermal ridge (AER) shortly after limb
initiation. The AER degenerated at E11.5. In situ hybridization
revealed normal expression of Fgf10 in the limb mesoderm and
Fgf8 in the AER shortly after limb initiation. This was followed
by quick loss of AER markers and a strong reduction in the
expression of genes that are specific for patterning and growth
along the proximo-distal, dorso-ventral and antero-posterior
axes. Rescue experiments with Fgf8 and Shh beads failed to
restore normal mesenchymal Fgf10, Shh and Gremlin expres-
sion, respectively. By contrast, Fgf10 beads were able to restore
normal Fgf8 expression in the AER. These data demonstrate
that Ldb1 is required for gene expression induced by Fgf8 and
Shh in the limb mesoderm. We conclude that Ldb1, in con-
junction withLhx2, Lhx9 and Lmx1b, acts as a central node to
357ABSTRACTS / Developmental Biology 306 (2007) 355–368
integrate essential signaling events in the limb mesoderm that
link limb patterning and outgrowth along all three axes.
doi:10.1016/j.ydbio.2007.03.238
Program/Abstract # 178
Initiation and propagation of Shh signaling during limb
development
Antonella Galli, Lia Panmann, Marco Osterwalder,
Dimitri Robay, Rolf Zeller
Department of Dev. Genetics, Univ. of Basel, Basel, Switzerland
Establishment of the anterior–posterior (A/P) limb bud axis is
essential for specification of digit numbers and identity. Sonic
Hedgehog (Shh) is a key signal expressed by the posterior limb
bud organizer that controls distal limb development, in particular
digit formation. Little is known about the mechanism position-
ing the limb organizer. We previously proposed that two
transcriptional regulators, GLI3 and HAND2 are part of a
prepatterning mechanism polarizing the early limb bud prior to
Shh. Restriction of HAND2 transcription to the posterior me-
senchyme seems crucial to limit the establishment of the limb
bud organizer, but the early lethality of HAND2 deficient mouse
embryos precluded genetic analysis. Therefore, we generated a
conditional Hand2 null allele by gene targeting in the mouse.
Phenotypic and cell biochemical analysis shows that Hand2
directly controls the transcriptional activation of Shh in the
posterior limb bud and is essential to polarize the early limb bud.
Following SHH activation, A/P identities seem to be specified
by a kinetic memory set in response to autocrine and paracrine
SHH signaling. By combining mouse genetics with experi-
mental manipulation of signaling, the cellular response to SHH
was analyzed in the digit-forming area. Although most
mesenchymal cells respond rapidly to SHH signaling, the
transcriptional upregulation of SHH target signals occurs with
differential temporal kinetics and in a spatially restricted fashion.
Our analysis reveals the regulatory circuits that prepattern the
early limb bud, initiate morphogen signaling and regulate the
kinetics of gene expression as limb bud development progresses.
doi:10.1016/j.ydbio.2007.03.239
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During early limb development, the apical ectodermal ridge
(AER) expresses a number of signaling proteins including bone
morphogenetic proteins (BMPs) 2, 4 and 7. BMPs in the limb
are expressed in both the mesoderm and the ectoderm and have
been proposed to play a role in anterior–posterior digit patter-
ning. To date, it has not been possible to directly examine the
role BMPs play in limb development since mice deficient in
BMP2 or BMP4 die before digit condensation occurs. Previous
studies have circumvented this problem by conditionally re-
moving a BMP receptor (BMPR-IA) in the limb mesoderm or
expressing a BMP antagonist (noggin) in the limb AER.
Because each of the previous studies blocked all BMP sig-
naling, the functions of each individual BMP remains unknown.
Our studies take advantage of an Msx2-cre ectoderm-specific
transgene to delete BMPs in the limb AER. We have shown that
removal of ectodermal BMP4 typically causes formation of a
posterior nubbin. Double knockout of BMP2 and BMP4 in the
ectoderm results in limb polydactyly and syndactyly. Using
RNA in situ hybridization we showed that the expression do-
mains of Fgf8 and Fgf4 in the AER were expanded spatially
and temporally in double mutants. There was also decreased cell
death in the interdigital tissue, resulting in webbing between the
digits. Further RNA in situ analysis shows that the expression
domains of Hoxd11 and Hoxd13 were extended anteriorly in
the limb mesenchyme. These results demonstrate that ectoder-
mal BMPs are partially functionally redundant in the limb ec-
toderm and play an important role in cell death and antero-
posterior patterning of the developing limb.
doi:10.1016/j.ydbio.2007.03.240
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Bone morphogenetic proteins (BMPs) regulate many func-
tions during limb development such as the growth and size of
the apical ectodermal ridge (AER), chondrogenesis, mesench-
ymal cell proliferation and regulation of the apoptosis in the
interdigital tissue. BMPs bind to BMP transmembrane serine/
threonine kinase, receptors I and II. The type I receptor activates
R-Smads proteins that regulate many target genes. The aim of
this work was to evaluate the gene expression pattern of the
BMP type I receptor alk2, R-Smads involved in the BMP
signaling (smad1, smad5 and smad8) and the inhibitory Smad,
Smad6 during embryonic chick leg bud. We showed that alk2,
smad1, smad5 and smad6 are all expressed in the AER from
E21 to E28 suggesting a role in the AER regression. Also,
smad1 is restricted to distal mesenchyme and smad6 is observed
in all mesenchyme at E24–E26. On the other hand, in the early
limb bud stages (E21) smad5 is expressed at the posterior
region while smad8 is expressed at the anterior region of the
limb bud. In addition, at later stages smad1, smad5, smad8 and
Alk2 are expressed in the interdigital tissue. In contrast, Smad6
is expressed at finger tips at same developmental stages. These
results correlate with the known BMP functions in the control of
mesenchyme cell proliferation and in the control of cell death in
the anterior and posterior necrotic zones as well as in the inter-
digital tissue. Finally, smad1 and smad5 are located in
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